At the forefront of vector control efforts are strategies that leverage host-microbe associations to reduce vectorial capacity. The most promising of these efforts employs Wolbachia, a maternally transmitted endosymbiotic bacterium naturally found in 40% of insects. Wolbachia can spread through a population of insects while simultaneously inhibiting the replication of viruses within its host. Despite successes in using Wolbachia-transfected mosquitoes to limit dengue, Zika, and chikungunya transmission, the mechanisms behind pathogen-blocking have not been fully characterized. Firstly, we discuss how Wolbachia and viruses both require specific host-derived structures, compounds, and processes to initiate and maintain infection. There is significant overlap in these requirements, and infection with either microbe often manifests as cellular stress, which may be a key component of Wolbachia's anti-viral effect. Secondly, we discuss the current understanding of pathogen-blocking through this lens of cellular stress and develop a comprehensive view of how the lives of Wolbachia and viruses are fundamentally in conflict with each other. A thorough understanding of the genetic and cellular determinants of pathogen-blocking will significantly enhance the ability of vector control programs to deploy and maintain effective Wolbachia-mediated control measures.
Introduction
Viruses and arthropods are two of the most abundant and diverse branches of life. Some arthropods also function as important vectors for a wide assortment of RNA viruses that include the single-stranded positive sense virus families Togaviridae (e.g., chikungunya, Sindbis, Semliki Forest Viruses) and Flaviviridae (e.g., dengue, Zika, Japanese Encephalitis and West Nile Viruses), negative sense Bunyaviridae (e.g., Rift Valley Fever Virus) and the double-stranded, segmented virus family Reoviridae (e.g., Blue Tongue Virus, Epizootic Hemorrhagic Fever Virus), representing an overwhelming number of virus-arthropod associations. These arthropod-borne viruses (arboviruses) represent significant global health concerns for humans and livestock. Additionally, increased frequency of global trade and travel has led to the expansion of arbovirus distributions. This increase in the incidence of viral epidemics in novel geographical locations is aided in part by virus adaptation to new vector and host species [1] [2] [3] [4] . In certain cases, virus adaptation to these new environments correlates with increased disease severity and new clinical symptoms that pose significant socio-economic burdens on
Leveraging Wolbachia Infections to Inhibit Viral Replication
Wolbachia alters the structure and physiology of its host to promote infection. The alteration of host physiology takes many forms, including reproductive manipulations of the host and providing benefits to the host (e.g., protection against pathogens). Despite the fact that these phenotypes are often described as either parasitic or mutualistic, they both confer a relative fitness advantage to infected members of the population [16] [17] [18] . Additionally, many Wolbachia strains straddle the mutualism-parasitism continuum whereby they simultaneously hijack reproduction while conferring direct benefits to the host [12] . It is this combination of reproductive manipulations coupled with beneficial phenotypes such as the protection against pathogens that has made Wolbachia such a promising tool for the control of vector borne disease.
Wolbachia-Induced Reproductive Manipulations as Natural Drive Mechanisms
Across Wolbachia, there are four described reproductive manipulations. Three of these skew sex ratios in favor of infected females: the induction of parthenogenesis [19, 20] , the feminization of genetic males [21] , and male-killing [22] . The final reproductive phenotype-cytoplasmic incompatibility (CI)-does not skew sex ratios, but instead creates sperm-egg incompatibilities [23] . Males infected with a CI-inducing Wolbachia strain produce modified sperm that result in early embryonic arrest and mortality, unless "rescued" by the egg from a female with a genetically compatible Wolbachia strain [24] [25] [26] [27] [28] [29] . Wolbachia-mediated vector control efforts hinge on effective CI. The earliest control program that leveraged Wolbachia-mediated CI entailed releasing large numbers of Wolbachia-infected Culex pipiens male mosquitoes [30] . These male mosquitoes were effectively sterile due to their crossing incompatibility with the local population, and eradication was achieved in three months [30] . Other control programs take advantage of the fact that you can drive traits through a population by releasing CI-Wolbachia infected females (population transformation) instead of CI-Wolbachia infected males (population suppression).
The virulent Wolbachia strain wMelPop was an early contender for vector control programs due to its ability to both induce CI and shorten the lifespan of the host [31] . In the context of vector control, shorter-lived mosquitoes are less likely to take multiple blood meals, thus reducing the opportunity to transmit pathogens acquired in an earlier blood meal. To ensure the success of Wolbachia-transfection, the wMelPop strain was serially passaged in mosquito cell lines for three years before transferring to whole mosquitoes [32] . Despite significant adaptation to the non-native host, the virulence phenotype of wMelPop-CLA was too severe, rendering hosts less competitive than the uninfected members of the population, making it difficult to drive and maintain the symbiont in a population [33] . Current efforts are now mainly focused on using the wMel strain that induces CI and inhibits viral replication without causing severe fitness reductions in the mosquito. wMel infected females are released into populations of mosquitoes naïve to Wolbachia, and CI results in the spread of Wolbachia and the infected matriline [16, 17, 34, 35] . The result is a population of mosquitoes fixed for Wolbachia infection with increased resistance to, and decreased transmission of, viral pathogens [13, 15, 34, 36, 37] . A thorough understanding of the mechanisms behind pathogen-blocking will greatly benefit the implementation and maintenance of Wolbachia-based control measures [28, 29, 38] .
Wolbachia Modifies the Host Intracellular Environment
Wolbachia is dependent upon a number of host factors to ensure replication, transmission, and modification of the host. While infection of the developing oocyte is essential for maternal transmission and induction of reproductive phenotypes, Wolbachia infects an array of other tissue and cell types in the host [39, 40] . As a result, Wolbachia infection has drastic effects on host physiology, with numerous differences reported between comparisons of infected and uninfected individuals of the same genetic background. These differences manifest at the level of the cell, host, and population, and include effects on gene expression [41] [42] [43] [44] [45] , macromolecule availability [46] , fecundity [31, [47] [48] [49] , behavior [50] , and even speciation [51, 52] .
Wolbachia's effects on host physiology are likely a result of both direct targeting of host processes by Wolbachia, and indirectly, as a consequence of Wolbachia's residence within host cells. For example, Wolbachia has an intimate relationship with host-derived membranes. Wolbachia resides within golgi-derived vesicles [53] , and relies upon endoplasmic reticulum associated protein degradation to maintain titer within host cells [54] . As a result, Wolbachia's presence significantly alters the morphology of these intracellular membranes [54] . Several studies revealed that Wolbachia has an effect on cholesterol and lipid metabolism and localization [46, 55, 56] , agreeing with Wolbachia's dependencies on host-membranes. Similarly, Wolbachia has a close relationship with the cytoskeleton, and uses host microtubules and actin to facilitate localization [57] [58] [59] . There are several described effector proteins that Wolbachia secretes via the Type IV Secretion System (T4SS), that directly target host processes so as to maintain infection [58, [60] [61] [62] . One of these effector proteins, WalE1, is an actin bundler [58] .
In addition to altering intracellular morphology, the presence of Wolbachia induces changes in host gene expression. Notable differences in gene expression have been reported for antioxidant processes [43, 63] , metabolism [42, 45] , immune responses [41] [42] [43] [44] , and miRNAs [64] [65] [66] , amongst others. Wolbachia's surface protein alone seems to be sufficient for eliciting a transcriptional response by the host [67] . Furthermore, there are multiple lines of evidence that Wolbachia infection alters epigenetic patterning of host genomes [68] [69] [70] . Wolbachia is reliant upon the host for nutrients, both as a result of obligate intracellularity, and Wolbachia's relatively reduced genome [71] . Indeed, amino acids seem to be the subject of competition between Wolbachia and host [72] . Other research suggests that Wolbachia is providing a benefit to the host in the form of metabolic provisioning [73, 74] . Regardless of whether or not Wolbachia is providing a cost or benefit to the host, and how that manifests under different environmental conditions, it is clear that Wolbachia's presence results in an intracellular environment that is significantly deviated from normal. Because Wolbachia modifies the host environment to favor its own reproduction and transmission, it is perhaps not surprising that this now altered environment is less optimal for incoming viruses (Figure 1 ).
Figure 1.
Wolbachia modifies the intracellular environment of the host. 1. Wolbachia typically exhibits a perinuclear localization, and closely associates with host derived-membranes (Wolbachia are marked with a "W"). Wolbachia associates with the ER in particular, which results in atypical ER morphologies, including expansion and swelling; 2. Wolbachia are enclosed by three distinct membranes: a host derived vesicle (likely of Golgi-origin), and two Wolbachia derived membranes (inset); 3. During Wolbachia replication, daughter cells temporarily share the host-derived membrane, which later abscises; 4. Wolbachia have been observed fused to the ER, and having a direct connection to the ER lumen (inset), likely facilitating the exchange of proteins or other metabolites; 5. The Type Four Secretion System (T4SS) allows Wolbachia to export effector proteins directly to the host (inset); 6. The Wolbachia genome also encodes a number of transporters that likely facilitate uptake of nutrients from the host; 7. In addition to associating with intracellular membranes, Wolbachia is known to alter the host cytoskeleton (depicted as green dashed lines); 8. The presence of Wolbachia results in the production of reactive oxygen species (ROS), contributing to cellular stress; 9. Lastly, Wolbachia is often associated with upregulation of immune-related genes and pathways including antimicrobial peptides (AMPs), Gram-negative binding proteins (GNBPs), peptidoglycan recognition proteins (PGRPs), and miRNAs (10).
Wolbachia as a Protective Mutualist
Historically, Wolbachia was considered a parasite in insects, due to the aforementioned reproductive manipulations and perturbations of host physiology. However, the discovery that the Wolbachia strain infecting Drosophila melanogaster (wMel) protects its host against native Drosophila viruses brought into question the nature of the host-Wolbachia relationship-this was the first evidence of Wolbachia providing a direct benefit to an arthropod host [12] . Flies infected with Wolbachia survived longer when challenged with virus, and viruses replicated to lower titers as compared to Wolbachia-free flies [12] . Viral protection was initially shown for native Drosophila RNA viruses including Drosophila C virus (DCV), flock house virus (FHV), and Nora virus [12] . Additional research confirmed that this anti-viral protection is not unique to Drosophila viruses, but strains of Wolbachia native to Drosophila inhibit viral replication of an array of arboviruses including dengue virus (DENV) [75] , sindbis virus (SINV) [76] , West Nile virus (WNV) [77] , Semliki forest virus (SFV) [78] , and yellow fever virus (YFV) [79] . When transfected into Aedes mosquitoes, wMel protects against infection with chikungunya virus (CHIKV), DENV, and Zika virus (ZIKV) [11, 13, 14, 34, [80] [81] [82] [83] . In contrast to providing protection against RNA viruses, wMel provided no protection against the DNA virus-Insect Iridescent Virus 6 (IIV-6) [12] . Similarly, field populations of the African armyworm Spodoptera exempta (Lepidoptera: Noctuidae), naturally infected with Wolbachia strain Figure 1 . Wolbachia modifies the intracellular environment of the host. 1. Wolbachia typically exhibits a perinuclear localization, and closely associates with host derived-membranes (Wolbachia are marked with a "W"). Wolbachia associates with the ER in particular, which results in atypical ER morphologies, including expansion and swelling; 2. Wolbachia are enclosed by three distinct membranes: a host derived vesicle (likely of Golgi-origin), and two Wolbachia derived membranes (inset); 3. During Wolbachia replication, daughter cells temporarily share the host-derived membrane, which later abscises; 4. Wolbachia have been observed fused to the ER, and having a direct connection to the ER lumen (inset), likely facilitating the exchange of proteins or other metabolites; 5. The Type Four Secretion System (T4SS) allows Wolbachia to export effector proteins directly to the host (inset); 6. The Wolbachia genome also encodes a number of transporters that likely facilitate uptake of nutrients from the host; 7. In addition to associating with intracellular membranes, Wolbachia is known to alter the host cytoskeleton (depicted as green dashed lines); 8. The presence of Wolbachia results in the production of reactive oxygen species (ROS), contributing to cellular stress; 9. Lastly, Wolbachia is often associated with upregulation of immune-related genes and pathways including antimicrobial peptides (AMPs), Gram-negative binding proteins (GNBPs), peptidoglycan recognition proteins (PGRPs), and miRNAs (10).
Historically, Wolbachia was considered a parasite in insects, due to the aforementioned reproductive manipulations and perturbations of host physiology. However, the discovery that the Wolbachia strain infecting Drosophila melanogaster (wMel) protects its host against native Drosophila viruses brought into question the nature of the host-Wolbachia relationship-this was the first evidence of Wolbachia providing a direct benefit to an arthropod host [12] . Flies infected with Wolbachia survived longer when challenged with virus, and viruses replicated to lower titers as compared to Wolbachia-free flies [12] . Viral protection was initially shown for native Drosophila RNA viruses including Drosophila C virus (DCV), flock house virus (FHV), and Nora virus [12] . Additional research confirmed that this anti-viral protection is not unique to Drosophila viruses, but strains of Wolbachia native to Drosophila inhibit viral replication of an array of arboviruses including dengue virus (DENV) [75] , sindbis virus (SINV) [76] , West Nile virus (WNV) [77] , Semliki forest virus (SFV) [78] , and yellow fever virus (YFV) [79] . When transfected into Aedes mosquitoes, wMel protects against infection with chikungunya virus (CHIKV), DENV, and Zika virus (ZIKV) [11, 13, 14, 34, [80] [81] [82] [83] . In contrast to providing protection against RNA viruses, wMel provided no protection against the DNA virus-Insect Iridescent Virus 6 (IIV-6) [12] . Similarly, field populations of the African armyworm Spodoptera exempta (Lepidoptera: Noctuidae), naturally infected with Wolbachia strain wExel, enhanced host susceptibility to infection with an endemic baculovirus, Spodoptera exempta nucleopolyhedrovirus (SpexNPV), also a DNA virus [84] .
After the discovery that wMel protects native and non-native hosts (such as Aedes aegypti) against RNA virus infection, myriad Wolbachia strains have been tested for pathogen-blocking abilities. Indeed, pathogen-blocking has been confirmed for a number of Wolbachia strains, including those from phylogenetically distant clades of Wolbachia (referred to as supergroups) and those that naturally infect diverse insect hosts. Within the set of strains that are native to Drosophila spp., there is a huge amount of variation in the extent to which hosts are protected from viruses [9, [85] [86] [87] . Strong pathogen-blocking abilities have also been reported for Wolbachia strains native to mosquitos (e.g., wAlbB, wAlbA, wPip) [77, 88, 89] and a strain native to a leafhopper, wStri [88] . While the coupling of pathogen protection and reproductive manipulations brought Wolbachia to the forefront of vector control efforts, even strains that do not induce reproductive modifications can provide strong antiviral protection (e.g., wAu) and there is the possibility of maintaining co-infections of different Wolbachia strains to "customize" the final pathogen-blocking and reproductive phenotypes [90] . It seems that the ability of Wolbachia to protect insects against RNA virus infection is relatively widespread, and likely stems from the ways in which Wolbachia establishes within a host.
The Cellular Context of RNA Virus Infection
Reports of viral inhibition in insects, as mediated by Wolbachia, have been restricted to viruses with either positive-sense (+) ssRNA genomes, or double-stranded (dsRNA) genomes [12] . Reports of Wolbachia-mediated inhibition of negative sense (−) ssRNA viruses are sparse. Studies analyzing bunyavirus replication indicate at most a mild effect on virus production [77, 91] . The absence of support for the ability of Wolbachia to protect its host against DNA virus infections could, in part, be due to the absence of well-characterized DNA virus model systems. However, existing data suggest that many Wolbachia-host combinations are broadly antiviral against RNA viruses from diverse families [12, 81, 83] . This suggests the possibility of a common underlying mechanism that might target shared aspects of (+) ssRNA and dsRNA viral life cycles. To this end, we have chosen to outline features of RNA viral life cycles that may be targeted to elicit an antiviral response by Wolbachia and its insect host (Figure 2 ).
Requirements for Virus Entry and Intracellular Localization
At the cellular level, the first objective of a virus is to attach to and enter a host cell. Notably, Wolbachia-mediated pathogen-blocking has been observed against members of both enveloped (Togaviridae, Flaviviridae) and non-enveloped (Dicistroviridae, Nodaviridae, Reoviridae) RNA virus families. Enveloped viruses typically trigger membrane fusion, often through a low pH-mediated conformational change in fusion proteins on the viral surface [92] . This helps the virus cross host membrane barriers to achieve nucleocapsid delivery into the cytoplasm. In contrast, attachment and entry of non-enveloped arboviruses is poorly understood. Given the lack of fusion proteins, these virions are instead thought to trigger and undergo membrane penetration using "penetration proteins" that permeabilize cellular membranes [93, 94] . At present, there are no data on whether or not Wolbachia directly interferes with virion attachment and entry. However, several studies report perturbations in cellular lipid levels in the presence of Wolbachia [46, 55] , which may affect receptor binding and attachment, virion internalization, or virion replication [95] [96] [97] [98] .
Following entry into the cell, virus particles are trafficked through the cytoplasm. This occurs while the virus or subviral virion remains as a cargo within endosomes, which are ferried across the cytosol with the aid of cytoskeletal elements, including microtubules and associated motor components [99] [100] [101] [102] . In parallel, cellular cytoskeletal elements, including actin and microtubules, are both considered integral to Wolbachia's obligate intracellular lifestyle [57, 59] . Wolbachia encoded factors have been demonstrated to associate with and modify the function of actin filaments [58] . A host cell harboring a pre-existing Wolbachia infection could therefore exhibit alterations in vesicular trafficking that compromise the delivery of different types of endosomal cargo, including viruses [55] . 
Requirements for Viral Genome Replication
That pathogen-blocking is specific to a subset of RNA viruses, suggests the possibility of Wolbachia-mediated antiviral effects occurring specifically at a stage of the viral life cycle that is unique to (+) ssRNA and dsRNA viruses. RNA virus genome replication typically occurs in the cytosol within distinct membrane associated structures that house viral replication complexes (RCs). Such virus-induced membrane rearrangements occur in the form of invaginations at specific membranes associated with the ER (Flaviviridae) [103, 104] , plasma membranes maturing into endosomal and lysomal membranes (Togaviridae) [105, 106] , double-membrane bound cytoplasmic vesicles (DMVs) (Flaviridae, Picornaviridae) [107] or, in some cases, on outer membranes such as the mitochondria or plasma membrane (Nodaviridae) [108, 109] . As is the case with entry via endosomes, viral RCs rely on host cytoskeletal elements for proper trafficking and recruitment of host and viral components to sites of genome replication, as well as for shuttling viral mRNA to sites of viral gene Figure 2 . Overview of RNA virus replication in an arthropod cell. 1. Incoming virus particle enters the cell following receptor-mediated endocytosis; 2. Viral genome is delivered into the cytoplasm after the internalized virion escapes the endosome, either by pore-formation or after undergoing fusion with the endosomal membrane; 3. Genome replication occurs inside cytoplasmic virus cores (dsRNA viruses) or within modified membrane-associated structures (see inset) containing virus-encoded replication complexes (RCs). Double-stranded viral RNA (dsRNA) is synthesized as a replication intermediate; 4. After synthesis of viral structural proteins, some are trafficked to the plasma membrane while core proteins encapsulate newly synthesized viral RNA to form cytoplasmic cores; 5. Some viruses obtain their envelope at the plasma membrane before exiting from the cell while others exit following lysis. Presence of virus in the cell also elicits different antiviral responses; 6. Recognition of viral proteins by pattern recognition receptors (PRRs) triggers innate immune pathways, activating transcription factors that induce expression of effectors and antiviral factors; 7. Viral dsRNA triggers RNAi pathways that also aid in viral inhibition; 8. Although poorly understood in arthropods, extracellular interferon-like signaling and the presence of intracellular dsRNA might cause activation of PKR orthologues PERK or GCN2, leading to eIF2α phosphorylation and subsequent stress granule (SG) assembly. Such an event might lead to repression of viral translation and genome replication (inset). Changes in membrane composition and structure is common during RNA virus replication in the cell. Many RNA viruses require the presence of cholesterol (shown in red) or other lipids in the membrane to allow proper localization and functioning of their replication complexes.
That pathogen-blocking is specific to a subset of RNA viruses, suggests the possibility of Wolbachia-mediated antiviral effects occurring specifically at a stage of the viral life cycle that is unique to (+) ssRNA and dsRNA viruses. RNA virus genome replication typically occurs in the cytosol within distinct membrane associated structures that house viral replication complexes (RCs). Such virus-induced membrane rearrangements occur in the form of invaginations at specific membranes associated with the ER (Flaviviridae) [103, 104] , plasma membranes maturing into endosomal and lysomal membranes (Togaviridae) [105, 106] , double-membrane bound cytoplasmic vesicles (DMVs) (Flaviridae, Picornaviridae) [107] or, in some cases, on outer membranes such as the mitochondria or plasma membrane (Nodaviridae) [108, 109] . As is the case with entry via endosomes, viral RCs rely on host cytoskeletal elements for proper trafficking and recruitment of host and viral components to sites of genome replication, as well as for shuttling viral mRNA to sites of viral gene expression [100] . Members of the flavivirus family encode RC proteins that interact with cytoskeletal components and treatment of infected cells with cytoskeleton-disrupting drugs results in an inhibition of viral RNA synthesis [110] . Similarly, in alphaviruses, expression of the host gene vimentin (an intermediate filament protein) is upregulated following CHIKV infection in human muscle cells [99] . Proteomic studies have revealed the role of vimentin in anchoring CHIKV RCs in the cell through interactions mediated by the viral nonstructural protein 3 (nsP3). In other alphaviruses, including SFV and SINV, immuno-precipitation of RC components results in co-precipitation of actin, tubulin, and myosin, which further indicates that the interaction of viral proteins with the cytoskeletal framework is required for the assembly and/or functioning of viral RCs [111] .
Additionally, viruses rely on and coopt cholesterol and fatty acid biosynthesis pathways to alter the membrane composition of RCs [112, 113] . Combinatorial pharmacological disruption of components of the cholesterol biosynthesis pathway has established the importance of sterol-derived cholesterol biosynthesis during DENV replication, independent of viral entry and egress from the cell [114] . Virus-encoded proteins such as DENV NS3 have also been implicated in the recruitment of fatty acid synthase to establish viral RCs in human Huh7.5 cells [115] . This requirement for cholesterol is also seen in the insect vector: in mosquito cells DENV was inhibited by treatments with an intracellular cholesterol transport inhibitor [55] . WNV upregulates cholesterol biosynthesis while facilitating redistribution of cellular cholesterol and 3-hydroxy-methyglutaryl-CoA reductase (HMGCR, a cholesterol-synthesizing enzyme) to sites of virus-induced membrane platforms [116] . Such membrane rearrangements have been previously reported to involve proliferation of internal membrane structures with the help of WNV proteins NS4A-NS4B, and host enzymes involved in lipid synthesis [117] . Similar to DENV, pharmacological inhibition of cholesterol biosynthesis and RNAi-mediated depletion of HMGCR was shown to inhibit expression of WNV replicon [116] . Taken together, it is evident that the arrangement, composition, and trafficking of internal membranes in the cell is critical for successful viral replication.
Hijacking the Host Translational Machinery
Although viruses exhibit remarkable diversity in the size and complexity of their genome and encoded proteins, they all share one common aspect: absolute dependence on the translational machinery of their host, a prerequisite for viral gene expression. Arboviruses are no exception to this rule. Following the onset of infection, viral genome replication occurs in concert with the expression of viral replicase proteins and involves sequential events of cap-dependent/independent translation initiation, elongation, and termination [118] [119] [120] . Following the eukaryotic mRNA model, many arboviruses employ the closed-loop model to improve translation efficiency along with engineering the shut-off of cellular cap-dependent translation to reprogram the host cell into expressing viral proteins [121] .
Countermeasures employed by the host cell include metabolite repression (such as the depletion of amino acids) and induced stress that together form a part of the cellular response to viral takeover [121] . Protein Kinase R (PKR) mediated phosphorylation of eukaryotic initiation factor 2 alpha (eIF2α) leads to formation of stress-granules and RNA-processing P-bodies that together cause translational arrest of the virus [122] . In mammalian cells, viruses overcome this translational repression either by directly inhibiting PKR activity, or by sequestering stress granule native proteins to viral polysomes to remove an existing translational block while carrying out robust eIF2α-independent translation of certain "late" viral transcripts, a phenomenon observed during infection across alphaviruses including CHIKV, SINV and SFV and hepatitis C virus (HCV, Flaviviridae) [123] [124] [125] [126] [127] [128] . In each case, viral proteins function directly to counter the host antiviral response. Alphavirus subgenomic transcripts contain a 5 translation-enhancer element that aids in overcoming the host-induced translational repression. However, this 5 translation-enhancer element appears to be non-essential in arthropod cells [129] . Additionally, arthropods do not encode a PKR orthologue, though they do have orthologues of general control nondepressible 2 (GCN2) and PKR-like endoplasmic reticulum kinase (PERK), which may act in manipulating eIF2α to play a role during viral infection [130] . Notably, arthropod cells harboring Wolbachia share similar characteristics as cells infected with viruses. Wolbachia lacks essential amino acid biosynthesis genes and is therefore thought to scavenge amino acids from the host cell, and Wolbachia infection is also associated with the induction of cellular stress conditions [55, 71, 131] . Therefore, in Wolbachia-infected cells this pre-existing "stress" condition may serve to limit viral translation and hence inhibit replication.
Genome Packaging and Exit from the Cell
Packaging the end-products of viral replication involves both host and viral proteins, as well as cis-acting elements in the viral genome [132] . Examples include the conserved packaging sequences in the genomes of alphaviruses (Togaviridae) that confer packaging specificity [133] . For flaviviruses, virus replicons seem particular to their own structural proteins (C/prM/E), suggesting the importance of homology between the viral genome and flavivirus C proteins for genome packaging and the formation of infectious virus-like-particles [134] . Additionally, recent evidence has implicated N6 methyl-adenosine (m 6 A) methylation of ZIKV genomes in regulating infectious virus output in mammalian cells [135, 136] . It remains to be seen whether or not other chemical modifications of viral RNA such as 5-methyl cytosine (m 5 C) methylation have similar effects on viral assembly, and what the consequences of viral genome methylation are in arthropod cells.
Following viral assembly, exit from the cell requires the assistance of cellular trafficking machinery akin to those required for virus entry. Both the cytoskeleton and associations between viral proteins and cellular membranes are key determinants of viral exit [137, 138] . Once again, this leaves open the question of whether or not Wolbachia-induced modifications of the actin cytoskeleton or perturbations of cellular cholesterol contribute to virus dissemination through blocking of viruses exiting from the cell.
Insect Responses to Viral Infection
Arbovirus infection in vertebrates is followed by an immediate innate immune response that leads to a subsequent system-wide adaptive response, specific to the invading virus [139] [140] [141] [142] . This adaptive response forms a part of the organism's immunological memory that combats re-exposure to pathogens. In contrast, arthropods have been traditionally considered to lack a similar adaptive response, but instead possess an array of interconnected signaling pathways that result in an immediate systemic immune response to virus infection [143] . However, there is recent evidence for an RNAi-based adaptive antiviral response in Drosophila, potentially leading to immunological memory [144] . In the following sections, we discuss challenges that viruses face in arthropods with regard to host immunity, as well as mechanisms of immune evasion evolved by viruses.
Evasion of Host RNA-Mediated Gene Silencing
Throughout the course of infection, viruses must evade or overcome anti-viral responses mounted by the host. RNA-interference machinery is one such anti-viral mechanism, triggered by the presence of intracellular double-stranded RNA (dsRNA) that leads to the production of small RNA molecules (e.g., short-interfering (siRNA), micro-(miRNA) and Piwi-interacting (piRNA)) that regulate the expression of cognate RNA targets [145] . RNA viruses have developed an array of tools to avoid targeting or degradation by RNAi pathways. The viral B2 gene product of the insect pathogen, FHV, binds to and neutralizes the antiviral effect of siRNAs in D. melanogaster [146] . In other cases, arboviruses, such as DENV, sequester replication-intermediate dsRNAs into membrane-associated structures, as seen in C6/36 Aedes albopictus cells [147] . Other strategies include the use of superfluous DENV vRNA as a "decoy," while others involve WNV and SFV genomes harboring siRNA "hotspots" carrying point mutations that make them less efficient at silencing viral gene expression [148, 149] .
Innate Immune Responses to Viral Infection
In addition to RNAi, several signaling pathways play important antiviral roles in arthropods through regulation of protein-coding gene expression. Functional characterization of such pathogen-inducible pathways, including Toll, Immune deficiency (Imd) and Janus Kinase/Signal Transducer and Activator of Transcription JAK/STAT, have primarily been carried out in the D. melanogaster model but have also been reported in other insects including mosquitoes, suggesting functional conservation. Toll and Imd comprise NFκB-dependent pathways that are involved in the cell's response to virus infection. The Toll pathway is homologous to the Toll-like receptor (TLR) signaling pathway found in vertebrates, also known to function in the context of antibacterial (gram-positive) and antifungal defense [150, 151] . Activation of Toll and Imd occurs following recognition of virus components as pathogen-associated molecular patterns (PAMPs) by pattern recognition receptors (PRRs). This information is then relayed into the cell via signaling pathways that result in transcriptional activation of host genes. In flies, the antiviral role of the Toll pathway has been demonstrated during native Drosophila X Virus (DXV: Birnaviridae) infection, shown by reduced survival of flies lacking the Toll-pathway transcriptional activator Dorsal-related immune factor (Dif) [151] . Additionally, this pathway is reported to be functionally important during infection by different DENV serotypes in Ae. aegypti mosquitoes [131, 152] . RNAi-mediated silencing of cactus, a negative regulator of the Toll-pathway, resulted in reduced DENV titers, while silencing the pathway component MyD88 lead to increased virus titers in the insect [152] .
Imd, the other canonical NFκB-dependent pathway, functions in the context of bacterial pathogens (gram-negative, activated by DAP-type bacterial peptidoglycans) and viruses [153, 154] . PRR recognition in this case leads to subsequent intracellular signaling that allows translocation of the NFκB transcription factor Relish to translocate into the nucleus and activate expression of effector molecules [155, 156] . Akin to Toll, the functional loss of Imd pathway components, including Relish, has been demonstrated to increase cricket paralysis virus (CrPV: Dicistroviridae) load and virus-induced mortality in flies [154] . Additionally, Imd pathway components and Imd-regulated antimicrobial peptides have been demonstrated to function as antivirals in the context of alphavirus infection [157] . Priming the Imd pathway by pretreating mosquito cells with heat-inactivated, gram-negative E. coli also leads to reduced SFV infection, suggesting its role as an antiviral during early SFV infection [158] . Viral genome replication, launched from a genomic-encoded SINV-replicon in flies, is increased in Imd pathway mutants, while RNAi-mediated depletion of the Imd pathway effector Diptericin B (DptB) leads to an increase in viral genome replication and titer [157, 159] .
The last pathway, JAK/STAT, is activated by viral infection and cross-talks considerably with the RNAi pathway. Many viruses such as DCV, FHV, and DXV induce expression of canonical JAK/STAT genes and inactivation of the Janus kinase Hopscotch (Hop) leads to increased DCV load in flies [160, 161] . The siRNA pathway component Dicer-2 is known to activate the transcription of an antiviral gene-vago-previously reported to be important in conferring resistance to DCV in flies [162] . However, its antiviral role is independent of the host's siRNA pathway. Instead, Vago is secreted outside the cell where it binds to and activates the JAK/STAT signaling pathway. This cytokine-like function of Vago and its involvement in activation of the JAK/STAT pathway is akin to how this pathway functions in vertebrates, where it is involved in canonical antiviral signaling mediated by interferons [163] . In flies, where its role was initially characterized during development, JAK/STAT can also be triggered in a canonical, vago-independent manner which involves PRR-binding to distinct receptors on the cell surface [164, 165] . In Ae. aegypti, the JAK/STAT pathway is activated upon DENV infection, while RNAi-mediated silencing of pathway components such as the receptor, Domeless and the Hop kinase, leads to increased viral loads [166] . In contrast, WNV infection in Culex quinquefasciatus activates the Dicer-2-mediated JAK/STAT pathway by inducing the expression of CxVago [167] . Loss of CxVago is accompanied by elevated WNV replication in mosquito cells, suggesting its role in restricting viral replication in cells [167] .
It should be noted that in contrast to viral evasion strategies against insect RNAi machinery, none have been described to act against Toll, Imd, or JAK/STAT in insects. Still, multiple flavivirus proteins such as the WNV envelope protein, DENV nonstructural proteins, and NS5 proteins of WNV, DENV, Japanese encephalitis virus (JEV: Flaviviridae), and tick-borne encephalitis virus have been shown to inhibit cytokine production, signaling, and NFκB activation in vertebrate cells [168, 169] . Similar strategies may exist in arthropod cells for viruses to escape pattern recognition and subsequent activation of Toll, Imd, or JAK/STAT.
Cellular and Molecular Signatures of Pathogen-Blocking
While it is exciting to speculate a conserved, unified mechanism of antiviral resistance, it is nonetheless difficult to disentangle mechanistic information reported in different arthropod models harboring different Wolbachia strains. To circumvent this issue, our discussion of pathogen-blocking treats Wolbachia-colonized arthropod cells as a singular entity, with the bacterium modifying the existing cellular environment in ways that are refractory to RNA virus infection, consistent with a model of blocking occurring early in virus infection [76, 78] . As the currently proposed mechanisms for pathogen-blocking have not been thoroughly explored across different Wolbachia-host-virus combinations, it is difficult to say how well one study translates to a different Wolbachia-host-virus system. However, certain pathogen-blocking phenotypes have been repeatedly reported over the span of the last decade, across myriad Wolbachia-host associations. These include the induction of cellular stress (e.g., oxidative and ER stress), and perturbation of cellular cholesterol levels [55, 56, 131, 170, 171] . In the next few sections, we discuss current evidence that support the idea of Wolbachia-induced stress as a fundamental component of the cellular antiviral response (Figure 3 ).
Presence of Wolbachia Induces of Cellular Stress
Early proteomic experiments revealed that association of native Wolbachia in Aa23 Ae. albopictus cells is accompanied by increased expression of the host anti-oxidant proteins superoxide dismutase (homologous to D. melanogaster cytoplasmic CuZnSOD), peroxiredoxin and glutathione peroxidase, and the Wolbachia proteins superoxide dismutase and bacterioferritin [63] . While production of anti-oxidant proteins implies imbalance of redox homeostasis in the cell, identification of increased superoxide dismutase levels suggested the source of oxidative stress as being cytoplasmic, and not mitochondrial or extracellular in origin [63] . Indeed, while flow cytometric analysis indicated elevated cytoplasmic reactive oxygen species (ROS) levels among a fraction of Wolbachia-colonized cells, microscopic analysis of such cells suggested co-localization of ROS with DNA in the cytosol, indicating ROS production within intracellular cytoplasmic compartments housing the bacterium. This agreed with Wolbachia upregulating expression of its own anti-oxidant proteins, given that Wolbachia density is sensitive to ROS [171] . Additionally, proteomic analyses of wMelPop infected Ae. albopictus cells and wMel-infected mosquito midguts indicated stress-related differential gene expression, as inferred by upregulation of ER proteins involved in protein folding and glycosylation, suggesting the onset of cellular unfolded protein response [55] . Collectively, these data support the idea of Wolbachia acting as a source of stress in the arthropod cell.
While unusually elevated ROS levels lead to disruption of biological macromolecules such as proteins, nucleic acids, and lipids, at physiological levels, ROS are known to act as signaling molecules to activate a wide range of signaling pathways, which include the extracellular signal-regulated kinase (ERK) pathway [172] [173] [174] . Capable of being activated by external stimuli and intracellular events, MEK/ERK signaling is a conserved MAPK pathway involving a series of phosphorylation events that regulate gene expression [175] . Using RNAi screens in mosquito (Aag2) and Drosophila (DL1, KC167) cells, components of the ERK pathway have been demonstrated to be critically important in mediating protection against RNA viruses such as SINV and DCV [176] . ERK signaling is active in the Drosophila gut, and can be induced by members of the insect gut microbiota to act in an antiviral capacity [177] . Remarkably, oral treatment with an inhibitor against the ERK pathway component MEK allow otherwise non-permissive RNA viruses to escape the intestinal barrier to infect gut epithelial cells [177] . These observations led researchers to ask whether or not Wolbachia-induced ROS production triggers signaling via the ERK pathway to mediate antiviral protection. Indeed, wMel induces ERK signaling following ROS production, demonstrated by an increase in phospho-ERK in Wolbachia-infected cells [178] . Additionally, loss-of-function ERK mutants succumb to DCV oral infection faster than wild-type flies, without an accompanying loss in Wolbachia density. Reactive oxygen species (ROS) are produced in a Wolbachia-infected cell that might lead to stress granule (SG) assembly (inset (A)); 2. Moreover, competition for intracellular cholesterol and amino acids (inset (B)) between virus and Wolbachia may lead to metabolite depletion, giving rise to ER stress in the cell and vice versa; 3. Presence of Wolbachia can also trigger expression of host miRNAs, antimicrobial peptides (AMPs) and genes associated with antiviral immunity (e.g., Dnmt2, Toll pathway genes); 4. Modulation of the cellular cytoskeletal network (depicted as green dashed lines) by Wolbachia might disrupt vesicular trafficking, thus affecting virus entry and/or exit steps; 5. Cholesterol depletion in membranes might affect viral genome uncoating and delivery into the cytoplasm (inset (A)); 6. Additionally, lack of cholesterol in membranes (shown in red) might disrupt assembly and functionality of viral replication complexes (RCs), abrogating viral genome replication; 7. Post-transcriptional modification (PTM) of viral RNA (vRNA) by the host RNA methyltransferase Dnmt2 might allow viral RNA trafficking to SGs, leading to inhibition of viral genome replication; 8. PTM of vRNA on its own can also compromise its ability to be replicated, leading to reduced viral protein synthesis; 9. PTM modified and/or Dnmt2-bound vRNA might also lead to RNAi-mediated virus inhibition; 10. Modified vRNA may also cause improper packaging into virions; 11. Defects in virion structure and/or modified nature of the encapsidated vRNA might result in the production of virus particles that are incapable of initiating a fresh round of replication in other cells, limiting virus spread from cell-to-cell.
Roles of Cholesterol and Lipid Imbalance in Virus Inhibition
The role of disrupted cellular cholesterol and lipid homeostasis in virus resistance has been reported across a range of Wolbachia-host associations [ Reactive oxygen species (ROS) are produced in a Wolbachia-infected cell that might lead to stress granule (SG) assembly (inset (A)); 2. Moreover, competition for intracellular cholesterol and amino acids (inset (B)) between virus and Wolbachia may lead to metabolite depletion, giving rise to ER stress in the cell and vice versa; 3. Presence of Wolbachia can also trigger expression of host miRNAs, antimicrobial peptides (AMPs) and genes associated with antiviral immunity (e.g., Dnmt2, Toll pathway genes); 4. Modulation of the cellular cytoskeletal network (depicted as green dashed lines) by Wolbachia might disrupt vesicular trafficking, thus affecting virus entry and/or exit steps; 5. Cholesterol depletion in membranes might affect viral genome uncoating and delivery into the cytoplasm (inset (A)); 6. Additionally, lack of cholesterol in membranes (shown in red) might disrupt assembly and functionality of viral replication complexes (RCs), abrogating viral genome replication; 7. Post-transcriptional modification (PTM) of viral RNA (vRNA) by the host RNA methyltransferase Dnmt2 might allow viral RNA trafficking to SGs, leading to inhibition of viral genome replication; 8. PTM of vRNA on its own can also compromise its ability to be replicated, leading to reduced viral protein synthesis; 9. PTM modified and/or Dnmt2-bound vRNA might also lead to RNAi-mediated virus inhibition; 10. Modified vRNA may also cause improper packaging into virions; 11. Defects in virion structure and/or modified nature of the encapsidated vRNA might result in the production of virus particles that are incapable of initiating a fresh round of replication in other cells, limiting virus spread from cell-to-cell.
The role of disrupted cellular cholesterol and lipid homeostasis in virus resistance has been reported across a range of Wolbachia-host associations [46, 55, 56, 88] . That such imbalance exists in this cellular context is not surprising given that certain conditions of stress (e.g., ER stress and activation of unfolded protein response) are linked to lipid biosynthesis [55, 179, 180] . Proteomes of wMel-and wMelPop-infected Ae. aegypti cells, and wMel-infected mosquito midguts, revealed significant changes in expression of genes associated with lipid metabolism [46, 55] . Consistent with these results, there were elevated levels of esterified cholesterol in the presence Wolbachia, along with a concomitant reduction in free cholesterol. Artificial labeling of cholesterol in Wolbachia-infected cells revealed the presence of localized lipid droplets. Similar results were obtained from a separate study comparing the effects of wMel and wMelPop infections in Drosophila on cholesterol competition between the bacterium and the host [56] . Additionally, lipidome analysis of wMel and wMelPop infected Ae. albopictus cells showed decreases in sphingolipid levels, particularly ceramides, in the presence of Wolbachia [46] . The extent of ceramide depletion positively correlated with Wolbachia density. In contrast, there was differential regulation of phospholipids, with increases in phosphatidylcholine and phosphatidylinositol, and a decrease in phosphatidylserine levels.
On the other hand, RNA viruses, especially enveloped flaviviruses and alphaviruses, rely on cellular cholesterol at multiple stages of the viral life cycle, including entry, replication, virion assembly, and exit. Presence of cholesterol in the DENV envelope is critical for initiating virion uncoating at the start of infection, while the alphaviruses SINV and SFV rely on cholesterol to mediate membrane fusion during entry into the host cell [95] [96] [97] . It is therefore logical to hypothesize that competition for cholesterol occurs in cells during Wolbachia-virus co-infections, with Wolbachia winning out at the end due to its precedence. This hypothesis has been tested in various Wolbachia-host combinations, in the context of three viruses: DENV, ZIKV, and DCV. Indeed, recent evidence suggests an increase in esterified cholesterol levels in Wolbachia-infected mosquito cells that greatly reduces the amount of free cholesterol that is available in the cell, which is required for virus replication. Supplementation of a cholesterol-binding compound that solubilizes said esterified cholesterol to wMelPop infected Ae. aegypti cells leads to a greater than 100-fold increase in DENV genome copies in the presence of Wolbachia, indicating that availability of free cholesterol may be limiting during DENV infection of Wolbachia-colonized cells [55] . However, DENV rescue was not observed in the same wMelPop-infected cells following addition of exogenous cholesterol. This is in contrast to observations made in wStri-infected C710 Ae. albopictus cells, where addition of cholesterol-lipid supplement partially rescues growth of ZIKV, demonstrated by a 10-fold increase in ZIKV genome copies [88] . It should be noted, however, that infection of flaviviruses for example, DENV and JEV has been shown to be highly sensitive to imbalances in cellular cholesterol levels and that although its required for entry, presence of excess cholesterol in cellular membranes inhibit stages of the viral life cycle such as entry and replication [181] . The apparent conflict in outcomes of the two cholesterol supplementation experiments described above could therefore arise as a result of experimental setup, that is, exogenous cholesterol versus cholesterol-lipid supplement, causing differences in cholesterol abundance and distribution within the cell [55, 88] . Finally, DCV load and host mortality increased if Wolbachia-infected flies were previously reared on a high cholesterol diet [56] . However, it should be noted that the flies used in this study were maintained in cholesterol-enriched diets over multiple generations, leaving open the possibility that host adaptation might explain the change in the pathogen-blocking phenotype [56] .
Pathogen-Blocking Resulting from Competition for Cellular Resources
The genome of the Wolbachia strain wMel contains several predicted amino acid transporters including those for proline, asparate/glutamate and alanine, suggesting the use of amino acids as a primary nutrient source [71] . Interestingly, supplementation of blood meals with single or multiple amino acids rescued fecundity and egg viability defects caused by wMelPop infection in Ae. aegypti [72] , suggesting depletion of amino acids by the Wolbachia infection. Viruses also exploit the cellular amino acid pools, relying on host translational machinery to propagate, with the success of CHIKV and DENV in mosquito cells depending on the amino acid composition of the growth media [72, 182] . Depletion of the host amino acid pool could lead to translational arrest via eIF2α phosphorylation, which, as discussed earlier, might contribute to the observed blocks in virus replication [183] . Moreover, given that amino acid sufficiency is required for resistance against induced oxidative stress, lack thereof might therefore lead to a loss in the cell's ability to quickly overcome such a state.
Role of RNA Methyltransferase Dnmt2 in Regulating RNA Virus Infection
The RNA methyltransferase Dnmt2 is a host-encoded gene recently implicated in the control of viruses, and in Wolbachia-mediated viral inhibition [63, 76, 131, 184, 185] . Following infection with (+) ssRNA viruses like DCV and Nora virus (Picornaviridae), Dnmt2 loss-of-function mutants accumulated higher viral loads and succumbed to infection faster than the wild-type counterparts [184] . RNAi-mediated depletion of Dnmt2 in D. melanogaster cells resulted in increased SINV replication and improved virion infectivity going into mammalian BHK-21 cells [76] . In the same study, infection with wMel resulted in the elevated expression of Dnmt2, and a decrease in virion infectivity. Wolbachia-infected Dnmt2 loss-of-function mutants and Dnmt2 knock-downs challenged with SINV were no longer resistant to the virus [76] . SINV genomes and sub-genomes have been historically reported to contain m 5 C methylated residues whose role during infection remains undefined [186] . In contrast to the antiviral role of D. melanogaster Dnmt2, expression of its mosquito homolog, AaDnmt2 was downregulated in wMelPop-CLA-infected Ae. aegypti mosquitoes via a Wolbachia-induced host miRNA, which further correlated with inhibition of DENV infection [187] .
Distinct forms of RNA methylation (e.g., 5-methylcytosine (m 5 C), N6-methyladenosine (m 6 A) and Pseudouridine (Ψ)) have different functional implications for the control of cellular RNA species [188] . Such modifications of mRNA can affect almost every aspect of form and function, from RNA structure and translation efficiency (m 6 A, m 5 C and Ψ), to genetic recoding (m 5 C and Ψ), to mRNA stability, export and cap-independent translation (m 6 A). Still, we have only recently started to discover the distribution and impact of viral RNA methylation on genome functionality [189] . Nevertheless, recent data have uncovered an overwhelming number of post-transcriptional modifications that suggest a previously unknown and therefore, unappreciated form of RNA virus regulation in eukaryotes [135, 189] .
It is currently unknown whether Dnmt2 s antiviral function, either independently or in the context of Wolbachia, involves its enzymatic role as a RNA methyltransferase. In the context of its canonical cellular target, (tRNAs) Dnmt2 has been demonstrated to bind to and methylate specific cytosine residues located on the anti-codon loop of tRNA Asp [190] . It is also noteworthy that Dnmt2 binds specifically to internal ribosomal binding sites (IRES) located on the 5 end of DCV RNA, given the structural similarities between tRNAs and IRES elements [184] . Most RNA virus genomes consist of secondary structures in 5 and 3 non-coding regions that act as cis-acting regions to regulate multiple aspects of viral infection, including plus-and minus-strand RNA synthesis [191] [192] [193] [194] . In many cases, disruption of these higher order RNA structures is detrimental to viral genome replication [191, 194] . It is possible that Dnmt2 functions by either binding to or altering the methylation of cytosine residues at these regions, or elsewhere in the genome, leading to disruption of RNA structures. These changes could inhibit viral replication by preventing genome cyclization, abrogating translation, or by preventing packaging into virions, in a manner similar to that observed recently in the case of m 6 A-methylated HCV RNA in mammalian cells [135] .
In D. melanogaster-derived S2 cells, the induction of oxidative stress is associated with subcellular relocalization of Dnmt2 to stress compartments [195] . Similarly, in mammalian cells under oxidative and ER stress, Dnmt2 localizes to cellular stress granules and P-bodies where it interacts with proteins involved in RNA processing [196] . Moreover, while Dnmt2-mediated methylation of tRNAs is known to increase its stability by protecting against stress-induced degradation in P-bodies, the reverse could be true for RNA virus genomes [195, 197] . It should be noted that independent of its enzymatic activity, binding of Dnmt2 to viral RNA could also allow for better recognition by other antiviral pathways in the cell or result in an otherwise perturbed RNA structure. Collectively, these data construct a picture of a Wolbachia-infected cell where the presence of the endosymbiont leads to the induction of oxidative and/or ER stress, allowing cytoplasmic Dnmt2 to methylate or "mark" viral RNA and target it for degradation via P-bodies associated with cellular stress compartments. Alternatively, or in addition to this, methylated viral RNA can be packaged into virions that upon re-infection into naïve mammalian or arthropod cells, fail to establish a productive infection, thus limiting virus dissemination within the host.
It is also possible that Dnmt2 s enzymatic role extends beyond viral RNA to include host RNA and/or DNA. DNA methylation in dipterans such as D. melanogaster, Anopheles gambiae, and Ae. aegypti, is generally considered to be sparse (<0.5-6%), except during embryonic development, in the case of Drosophila [198] . Nevertheless, in the case of wMel-infected D. melanogaster, the presence of Wolbachia increases cytosine methylation in testes two-fold, with germline-specific Dnmt2 overexpression leading to a modest 15% reduction in endosymbiont titer in the reproductive tract [69] . In contrast, wMelPop-CLA causes widespread changes in cytosine methylation patterns of the Ae. aegypti genome, mostly in genes associated with host membranes [68] . However, functional implications of such changes remain unknown, making it difficult to postulate their role in antiviral defense, except that Wolbachia titers may be indirectly regulated by changes in Dnmt2 expression.
Host RNA Interference Pathways and Pathogen-blocking
The RNAi pathway plays an important antiviral role in the context of an infection in arthropods. Studies have therefore been conducted to assess the role of RNAi, specifically the exogenous siRNA pathway, in Wolbachia-mediated pathogen-blocking. Challenging wMel-infected D. melanogaster mutants lacking functional components of the siRNA pathway, Dicer-2 (Dcr-2) and Argonaute-2 (Ago2), with DCV, led to increased survival rates compared to the Wolbachia-cleared mutant counterparts, suggesting the siRNA pathway was not essential for Wolbachia-mediated pathogen-blocking [199] . More recently, wMel-infected and uninfected D. melanogaster cells were challenged with SFV and screened for the production of virus-derived siRNAs (viRNAs) as a proxy to determining RNAi activity. While SFV inhibition was observed in Wolbachia-infected cells, a lack of detecTable 21-nt viRNAs led authors to conclude that the RNAi pathway is not required for Wolbachia-induced pathogen-blocking in Drosophila [78] . However, conflicting evidence has emerged from experiments involving wMel-infected Ae. aegypti Aag2 cells, where targeted depletion of Ago2 resulted in DENV recovery, thus arguing for the importance of this RNAi pathway for DENV control in Wolbachia-infected mosquitoes [200] .
Little is known about the effect of the RNAi pathway function on cellular stress responses, other than proper functionality of the host endo-siRNA pathway is required for heat shock-induced stress resistance in D. melanogaster [201] . However, in flies under conditions of stress, proper functioning of the cellular siRNA pathway is hampered due to transient reduction in Dicer-2 activity, which is caused by increased fragmentation of cellular tRNAs [185] . In this scenario, fragmented tRNAs are bound by Dicer-2 only to be processed into small sRNAs that compete with cellular dsRNA, thereby reducing Dicer-2 activity on these substrates. Dnmt2 methylates cellular tRNAs, conferring stability and thus reduces stress-induced fragmentation and restores Dicer-2 function [185, 195] .
Unlike siRNAs, the biogenesis of other interfering RNAs, such as piRNAs, occurs from negative-sense RNAs and does not require the presence of Dicer or a dsRNA precursor [202] . Interestingly, there is evidence that suggests a difference in small RNA production during (+) ssRNA and (−) ssRNA virus infections in mosquito cells [91] . Notably, the presence of an insect-specific flavivirus (cell-fusing agent virus, CFAV) leads to the production of siRNAs (21 nt, Dicer-2 produced, dsRNA precursor), while piRNAs (26-30 nt, negative-sense RNA precursor) are produced during bunyavirus (Phasi-Charoen like virus, PCLV) infection. Moreover, Wolbachia-mediated inhibition of CFLV, but not PCLV is observed in these cells, further suggesting the importance of an siRNA-based antiviral response and a potential reason underlying Wolbachia's inability to block (−) ssRNA virus infection [91] .
Lastly, recognition of viral dsRNA may be required for Wolbachia-mediated pathogen-blocking in arthropods. As discussed, Wolbachia's antiviral activity towards RNA viruses excludes those with (−) ssRNA genomes. A recent study showed differences in dsRNA quantities in cells infected with (+) ssRNA, (−) ssRNA and dsRNA viruses [203] . Notably, antibody-dependent recognition of viral dsRNA is sparse in cells harboring (−) ssRNA viruses, whereas appreciable levels of dsRNA were detected during infection with (+) ssRNA and dsRNA viruses. It is possible that a Wolbachia-mediated antiviral effect requires the recognition of viral dsRNA, as observed during infection with (+) ssRNA and dsRNA viruses.
Wolbachia Induces the Expression of Antimicrobial Peptides and Toll Pathway Genes
While the presence of Wolbachia is widely associated with changes in host gene expression, interesting differences arise between native and transinfections of Wolbachia in insects when it comes to the upregulation of innate immune genes. Notably, the transinfection of non-native Wolbachia strains in mosquitoes results in the upregulation of innate immune genes. Such changes are generally absent from native Wolbachia-host associations [75, 200, 204, 205] . In D. melanogaster, physiological consequences of constitutive upregulation of immune genes via overexpression of peptidoglycan recognition protein PGRP-LE are dire, contributing to reduced host lifespan [206] . In this instance, while the host is protected against pathogens there is a trade-off between pathogen protection and longevity. As Wolbachia fitness relies on the fitness of its host, an argument can be made as to why immune activation is lacking from long-term, co-evolved host-bacterial associations [205] .
In the case of wMelPop-CLA-transinfected Ae. aegypti mosquitoes, 39% of upregulated genes (78 out of a total 199) exhibit putative immune-related functions, including Cecropin genes CECE and CECD and peptidoglycan recognition protein PGRPS1, which ultimately correlates with reduced filarial infection in the host [204] . wMelPop-CLA infection was also found to greatly reduce average lifespan of the insect, which the authors attributed, in part, to elevated immune gene expression. The virulent wMelPop-CLA upregulated a higher number of immune genes compared to wMel transinfections in Ae. aegypti, [75] , although the effect on virus inhibition was not investigated. Genes upregulated in the presence of both Wolbachia strains included previously described AMPs such as cecropins, defensin, diptericin and several Toll pathway genes (PGRP-SA, GNBPB4 and GNBPA1). In line with prior findings, the authors also showed that Wolbachia strains wMel and wMelPop (not the CLA strains) in their native D. melanogaster host do not induce expression of these immune genes [75] . Finally, evidence supporting the importance of stress-induced immune priming comes from a study reporting the role of ROS in activating the Toll pathway and production of AMPs in wAlbB-infected Ae. aegypti [131] . Furthermore, RNAi-mediated depletion of Toll, defensin, and cecropin in these wAlbB-infected mosquitoes led to the rescue of DENV titers when mosquitoes took infected blood meals, suggesting their involvement in Wolbachia-mediated DENV resistance. In contrast, wMelPop-infected D. melanogaster mutants in Spätzle (Toll pathway) and Relish (Imd pathway) do not result in increased DENV loads relative to wild-type after intrathoracic injection with virus [207] . These results might be explained by the observation that both the type of virus and the route of infection determine whether or not an immune pathway is required for controlling the infection [151, 208] . Additionally, it should be noted that the data on elevated immune gene expression in native Wolbachia-host associations (e.g., wAlbB in Ae. albopictus or wMel in D. melanogaster) are inconsistent. These disparities may be a result of specific genotype-by-genotype interactions, methods of transcript detection (i.e., microarrays, qRT-PCR, RNA-Seq) or how statistical significance was determined. Indeed, the relative contribution of "immune priming" to the pathogen-blocking phenotype remains a source of debate in the field.
Wolbachia Density Predicts Pathogen-blocking
Across the aforementioned pathogen-blocking studies and Wolbachia-host associations there is consistently a strong positive correlation between Wolbachia density and the extent of the pathogen-blocking phenotype [87, 88, 209, 210] . In a panel of different Drosophila-Wolbachia strain combinations tested for resistance against FHV, the extent of pathogen-blocking was explained by Wolbachia strain rather than the host species; the strains that were stronger pathogen blockers were also those that consistently infected hosts at higher titers [211] . These data also suggest that regulation of Wolbachia density is encoded by Wolbachia. The genetic basis of this density regulation has been best explored in the related D. melanogaster infecting strains of Wolbachia-wMel, wMelCS and wMelPop-infecting at progressively higher density. Genomic comparisons between these three strains found single nucleotide polymorphisms distributed across the genome, as well as the duplication of a short genomic region (~21 kb) [86] . A total of 59 non-synonymous mutations have been identified between wMel and wMelCS, mapping to 55 genes while many fewer such changes exist between wMelCS and wMelPop. Genes that harbor mutations, such as the ankyrin repeat domain containing proteins, might have important functional implications regarding symbiosis as they have long been thought to be involved in host-symbiont interactions [212] . However, more direct evidence is available for the~21 kb duplicated region, known as Octomom, where higher copy number results in higher Wolbachia density [86] . The region is flanked by direct repeats and encodes eight genes, including several ankyrin-proteins, reverse transcriptases and proteins involved in DNA repair. Copy number variation of the Octomom region is highly dynamic and ranges from 0 to 1 in wMel and wMelCS, and up to 7 in wMelPop. Given that Octomom is involved in density regulation, and density correlates pathogen-blocking, the amount of cellular stress induced by Wolbachia infection may correlate with Octomom copy number.
Genotype by Genotype Interactions

Variability in the Blocking Phenotype
Despite the fact that many Wolbachia strains protect many hosts against viral replication, the pathogen-blocking phenotype manifests differently depending on the context of the infection. It is clear that there are genotype by genotype by environment (GxGxE) interactions at play in the system. Different Wolbachia strains, host species, viral challenges, and environmental conditions all interact with each other to determine the final phenotype. Given that Wolbachia titer so strongly correlates with the level of pathogen-blocking [86, 87] , any aspect of the host-symbiont relationship regulating Wolbachia density is likely to have effects on the pathogen-blocking phenotype. Wolbachia based vector control programs often involve re-locating a Wolbachia strain from its native host to an introduced host, which significantly changes the nature of the interaction. Hosts infected with a novel Wolbachia symbiont differentially regulate the expression of many immune pathways [75, 213] , Wolbachia titers change [214, 215] , and the relationship is now subject to very different selective pressures [216] . There are a vast number of studies that report on the molecular signatures of pathogen-blocking for different Wolbachia-host-virus combinations, using different infection scenarios, environmental conditions, and techniques. Additional layers of complexity include the sex of individuals used in experiments, (likely an important consideration for a maternally transmitted symbiont, and for hosts species in which only females transmit pathogens), and whether or not cell culture or whole animals were used (also important given that Wolbachia densities in particular tissues correlate with blocking [217] ). Here, we compare native and non-native Wolbachia-host associations, so as to better understand how infection context relates to the pathogen-blocking phenotype. Cellular stress would logically manifest differently in native, adapted host-Wolbachia associations (versus those that are not co-adapted), and this may be the reason for discrepancies in the pathogen-blocking phenotype seen across Wolbachia-host associations.
Native Host-Wolbachia Associations
Under conditions of primarily maternal transmission, and long-term association of host and Wolbachia, Wolbachia evolves to increase the fitness of its host [16, 215, 218, 219] . Native associations likely represent a relatively stable relationship. Given that high Wolbachia titers can be costly for the host (e.g., wMelPop [31] ), it makes sense that this cost also comes with the benefit of strong protection against viral pathogens that have significant negative fitness consequences for the native host [12] . Across Drosophila, most of the native Wolbachia strains provide relatively strong protection against viruses, which is in agreement with their role as mutualists, providing protection against many Drosophila-specific viruses. Indeed, Drosophila-infecting Wolbachia in their native host have been shown to protect against DCV, Nora virus, FHV, and CrPV, as well as arboviruses such as SINV, SFV, WNV, and Blue Tongue Virus (BTV: Reoviridae) [12, [76] [77] [78] 85, 220] . These native Wolbachia-host associations seem to be primed for resistance to a wide array of viruses. There are of course exceptions to this trend. For example, the wHa and wNo strains that naturally infect Drosophila simulans do not appear to protect against pathogens [85] . However, it should be noted that these two strains naturally occur in co-infections [221] , either with each other or with other Wolbachia strains, so it is possible that this ecological and evolutionary difference has influenced assessment of the pathogen-blocking phenotype when strains are considered individually.
In contrast, there is mixed evidence for pathogen-blocking in many of the Wolbachia strains native to mosquitoes. This may be a result of the types of viruses to which Drosophila and mosquitoes are naturally exposed. While there is evidence that arboviruses do impose a fitness cost on their host [81] , it is not as severe as the mortality that DCV and similar viruses cause in Drosophila. wAlbA and wAlbB, Wolbachia strains that naturally infect Ae. albopictus and the native wPolA strain infecting Aedes polynesiensis had no effect on CHIKV and DENV, respectively [89, 210] . Further, researchers observed mixed results of wAlbB infection; while wAlbB does not inhibit CHIKV or DENV replication, DENV infection of the salivary glands is affected, resulting in reduced transmission [89] . Similarly, there is mixed evidence for the ability of Wolbachia strains native to Culex mosquitoes to limit pathogens for which Culex is the natural vector, such as WNV. Both low and no pathogen-blocking have been reported for the wPip-Culex-WNV association, and it appears that here too, Wolbachia titer is the determinant of whether or not this phenotype manifests [77, 222] . In general, it seems that the native Drosophila-Wolbachia are more likely to strongly block pathogens in their native host than are the native mosquito Wolbachia strains in their native host.
Features of Non-Native Associations
The transfer of Wolbachia to novel hosts is the basis of many ongoing vector control programs, mainly focused on reducing the vector competence of Ae. aegypti, which has no native Wolbachia infection [223] . That Ae. aegypti has no native Wolbachia infection affords the opportunity to transform populations with a Wolbachia strain of choice. When introduced to a new host, Wolbachia can provide pathogen protection that was not apparent in the native host, or is stronger than was found in the native host. For example, the wAlbB strain blocks DENV proliferation significantly more in the non-native hosts Ae. polynesiensis and Ae. aegypti, as compared to the native host Ae. albopictus. [11, 214] . The wPip strain from Cx. pipiens, when transferred to Ae. aegypti, protects against DENV infection, though at a significant cost to fitness [224] . While introduction of a "foreign" Wolbachia strain often results in up-regulated immunity in the new host, immune priming seems to not be the root cause of pathogen-blocking in native hosts [75, 209] . Wolbachia titers are frequently higher in introduced hosts, resulting in more cellular stress [209, 215, 225] , which likely explains the appearance of the blocking phenotype. Indeed, wAlbB titers can be as much as 80 times higher in the introduced host Ae. aegypti, as compared to the native host Ae. albopictus [210] . The same holds true for transfers of Wolbachia between Drosophila species. Wolbachia titer correlates with the ability to protect against pathogens [87] , and titers often change significantly upon introduction to a new host [215, 226] .
To further confound the comparison of native and non-native host-Wolbachia associations, non-native Wolbachia infections have been studied both as transient somatic infections, and as stable maternally transmitted infections. There is evidence of transient somatic infections that have enhanced pathogen replication. For example, wAlbB transfected into Culex tarsalis resulted in enhanced WNV infection [227] . However, there are limited data comparing these Wolbachia infection models. A separate study followed up on that finding, and compared stable and transient wAlbB infections in Ae. aegypti, challenged with WNV [228] . Here, the stable and transient infection models agreed with each other, both inhibiting WNV infection, which is contrary to the wAlbB-Cx. tarsalis-WNV finding of WNV enhancement. It is clear that there are many interacting genetic and environmental factors that affect the expression of pathogen-blocking.
Conclusions
There is considerable overlap in the obligate intracellular lives of Wolbachia and viruses. Intracellular invasion and trafficking, relying on the host cell for molecular building blocks and energy, and the necessity to evade host defenses have all resulted in convergent infection phenotypes, including reliance on host membranes and the induction of cellular stress. Our current understanding of the pathogen-blocking phenotype supports the idea that Wolbachia infection has modified the intracellular environment of the host such that it is refractory to viral replication. Indeed, there are many steps in the viral life cycle that require host processes, structures, or molecules that would already be perturbed by Wolbachia's presence upon viral entry.
The previously proposed pathogen-blocking mechanisms can be united under the umbrella of cellular stress. Even seemingly unrelated mechanisms (e.g., Dnmt2 vs. cholesterol) may well be related. For example, altered membrane structure, cholesterol availability, or the formation of stress granules may mediate changes in the localization or activity of Dnmt2 or other host factors. Many of the immune and signaling pathways are interconnected and reliant upon specific ROS or metabolite conditions. Relative levels of cellular stress may also help to explain discrepancies in the manifestation of pathogen-blocking across host-Wolbachia associations. Certainly, native and non-native host-Wolbachia associations result in different infection phenotypes including differences in immune pathway regulation and Wolbachia titers.
Moving forward, it will be important to consider both the evolutionary history of specific Wolbachia-host associations, and the potential for cumulative or synergistic roadblocks affecting viral replication. Controlled comparisons of native and non-native Wolbachia-host associations will be useful for dissecting the link between cellular stress and pathogen-blocking. Additionally, native and non-native comparisons will generate a better understanding of how Wolbachia transfections might affect the selective pressures of the symbiosis, and of the pathogen-blocking phenotype. Attention to the specific cellular and molecular requirements of viral pathogens, as well as specific steps in the viral life cycle will help narrow down the times and places in which blocking occurs. Indeed, something like perturbed cholesterol may affect several steps in a virus' lifecycle. Examining the intracellular localization of key players such as Dnmt2, viral replication complexes, and stress granules will further contribute to developing a deeper understanding of how Wolbachia infection results in pathogen-blocking. A thorough understanding of the mechanisms of pathogen-blocking across different Wolbachia-host associations will benefit the development and maintenance of Wolbachia-based vector control programs.
